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Human salivary carbonic anhydrase (HCA VI) was purified by inhibitor affinity chromatography and its location in the human parotid and submandibular glands identified, using a polyclonal antiserum raised against the purified enzyme in rabbits in conjunction with the peroxidase-antiperoxidase complex method.
The antibodies raised against the purified enzyme in rabbits did not crossreact with the HCA II or I. However, they slightly recognized human IgA; the antiserum was therefore absorbed with human IgA before immunohistochemical use. HCA VI-specific staining was detected in the cytoplasm and particularly in the secretory granules of the serous acinar cells of both parotid and submandibular glands, the staining of the secretory granules being most were bled before the immunizations and at 2-week intervals after the seeond immunization.
The anti-HCA serum was absorbed with human salivary lgA before use for immunohistochemistry.
Human IgA (30 tg/ 100 zl PBS) was adsorbed onto a nitrocellulose filter using a dot-blot apparatus (Bio-Rad Laboratories).
Pieces offilter containing IgA were incubated with 3 RI of the antiserum (diluted to 100 sl with 1% BSA in PBS) for 12 hr at room temperature.
Antisera to HCA I and HCA II. The production and characterization of antisera to purified HCA I and HCA II are described by Kumpulainen and Korhonen (12 The steps in the PAP staining were as follows:
1. Depanaffinization of the tissue sections.
2. Pre-treatment ofthe sections with 3% H202 for 5 mm and rinsing in PBS for 5 mm.
3. Pre-treatment with full swine serum for 40 mm and rinsing in PBS. . 
Incubation

Results
The crossneactivity of 1 600 dilutions ofanti-HCA I, anti-HCA II, and anti-HCA VI sera with the purified HCA I, HCA II, and HCA VI was tested in dot-blots.
These isoenzymes were not found to share any antigenic determinants ( Figure  3) . Moreover, the antihuman IgA serum did not give any specific staining in any punfied enzyme dots but distinctly stained the IgA in the saliva dot.
The stainings with pne-immune serum were negative.
Immunohistochemical Studies
Anti-HCA VI Serum. 
Controls.
No staining was seen when the tissue sections were stained with pre-immune serum ( Figure  6 ). Anti-human chonionic gonadotropin serum also gave no staining (data not shown). 
Discussion
